Introduction

9
Bacterial infection of mucosal epithelial cells triggers the antimicrobial defence strategy of cell 4 0 exfoliation and apoptosis induction (reviewed in: Kim et al., 2010) . The controlled extrusion of 4 1 damaged host cells and colonizing pathogens requires the degradation of cell adhesion factors.
2
In epithelial cells, focal adhesions and hemidesmosomes are primarily responsible for attachment to 4 3 the extracellular matrix, and their assembly and turnover are exquisitely regulated at multiple levels, 4 4
by kinases, phosphatases, protein-protein interactions, internalization of components, and 4 5
degradation (Borradori and Sonnenberg, 1999; Geiger et al., 2001; Zaidel-Bar et al., 2007) .
6
Disruption of one or more of these regulatory processes alters the adhesion dynamics and 4 7
properties of the cells.
8
One strategy employed by bacteria to neutralize exfoliation relies on the precise targeting of 41 1 domain retained by these FA-localizing TarP derivatives was the vinculin-binding domain (VBD), 2 4 1 indicating that this domain is essential for specific localization to the host cell FAs. The TarP Using confocal microscopy images, we were able to quantify the total FA number in cells 2 4 5
ectopically expressing the various TarP constructs described above. In this series of experiments, 2 4 6
we wanted to determine if TarP alone could modulate FA numbers. FAs were enumerated using 2 4 7
FIJI as previously described (see Materials and Methods for details), and data presented as a box-2 4 8
and-whiskers plot ( Figure 4C ). The N1-mturquoise2 empty vector [43 ± 19 (n=26) ] was the control 2 4 9
and provided the basal value. The quantification revealed that the FA numbers in cells transfected 2 5 0
with TarP derivatives harboring the LD or the VBD motifs were statistically significantly increased, 2 5 1
with mean values of 106 ± 45 (n=32), p-value shown by the retention of FAs ( Figure 5A ). All of these constructs retained the VBD region of TarP.
6 6
Interestingly, while the TarP 829-929 protein, which is composed of the LD domain was able to localize1 2 localization is not sufficient. In other words, FA localization and blebbistatin resistance could be 2 6 9
uncoupled. Additionally, these results suggested that the interaction between TarP and vinculin is 2 7 0 required to confer FAs resistance to myosin II inhibition.
7 1
We also examined the effects of the TarP constructs in the recruitment and turnover rates 2 7 2 of paxillin-mCherry-marked FAs ( Figure 5B and 5C, respectively) using TIRF microscopy (Movies 2 7 3 S5-S10). As described above for CtrL2-infected cells, paxillin recruitment and turnover were both 2 7 4 decreased relative to mock-infected control ( Figure 3B and 3C ( Figure 4C ) and confer resistance to blebbistatin treatment ( Figure 5A ). Also, this TarP Vinculin is required for Chlamydia-induced blebbistatin resistance 2 9 8
In previous experiments, the VBD of TarP was proven to be essential to confer resistance to 2 9 9 disassembly via myosin II inhibition using its inhibitor, blebbistatin. To confirm this observation, this 3 with the significant dilution once in the host cell cytosol, and distribution among the host cell's FAs. 3 9 7
Nevertheless, using similar approaches (e.g. ectopic expression) for studies of the subcellular 3 9 8 localization of endogenous T3SS effectors, we were able to demonstrate the FA localization of TarP 3 9 9
and its crucial role in FA modulation by Chlamydia. The FA localization was specific, being 4 0 0 dependent on the respective FAK and vinculin binding domains in TarP DMEM. Cells were centrifuged at 1000 rpm for 5 min at 4 °C to synchronize the infection. After 4 6 5 centrifugation, the inoculum was replaced with warm DMEM supplemented with 10% fetal bovine 4 6 6 serum, 2 mM L-glutamine, and 10μg/ml gentamicin. In parallel, a mock-infected control was made 4 6 7 following the same protocol but without Chlamydia infectious particles. well chambers with fibronectin coating (ibidi, 80823) at the recommended seeding density and left 4 9 5 overnight in a 37 ºC, 5% CO 2 incubator. The following day, cells were infected with CtrL2 with a 4 9 6 MOI of 5. At 2 h post-infection, the cells were transfected with either Vinculin-venus (Grashoff et al., 4backbone were recombined using in-Fusion HD cloning plus CE (Clontech, 638916) to create a 5 3 2 functional circular plasmid. Transformations using homology recombination were made into 5 3 3 chemically competent Stellar (Clontech) E. coli, and vectors sequence was verified using 5 3 4
sequencing (Eurofins). The pcDNA3-Flag-Apex-Nes was a gift from Alice Ting (Addgene, 49386). 5 3 5
The N1-mturquoise2 (Addgene, 54843). Transfections were done as described above. For iPALM 5 3 6 experiments 1µg of DNA and 2µl of sheared salmon sperm DNA were mixed together in 15µl of 5 3 7
Opti-MEM (Thermofisher scientific, 31985062), and kept on ice for 15 min. seconds. Cells and DNA suspension were transferred to a 4mm gap cuvette (BioRad, 1652088) 5 4 0 and electroporated using BioRad Gene Pulser XCell using the following settings: 190V; 950uF; 5 4 1 infinity. After electroporation 1.5ml of warm growth media was added. 400µl of cell solution was 5 4 2 added to a 6 well plate well containing 1.5ml of warm growth media and the gold fiducial coverslip. 5 4 3
Cells were incubated 37°C, 4% CO 2 for 4 h to adhere to the gold fiducial coverslip. Cells were 5 4 4
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